Context: Variation in genes that cause maturity-onset diabetes of the young (MODY) has been associated with diabetes incidence and glycemic traits.
Results: After 1 year, the minor allele of rs3212185 (HNF4A) was associated with improved b-cell function in the metformin and lifestyle groups but not the placebo group; the minor allele of rs6719578 (NEUROD1) was associated with an increase in insulin secretion in the metformin group but not in the placebo and lifestyle groups. M aturity-onset diabetes of the young (MODY) is characterized by a nonketotic form of diabetes mellitus transmitted by an autosomal dominant mode of inheritance that is usually diagnosed before the age of 25 years. HNF4A (MODY1), HNF1A (MODY3), PDX1 (MODY4), HNF1B (MODY5), and NEUROD1 (MODY6) encode transcription factors operational in the pancreatic b-cell, whereas GCK (MODY2) encodes the b-cell glycolytic enzyme glucokinase. Mutations in these genes cause b-cell dysfunction, which leads to the development of MODY (1). More recently, additional genes have been identified as rarer causes of MODY 7 through MODY 13, including KLF11 (2), CEL (3), PAX4 (4), INS (5), BLK (6), ABCC8 (7), and KCNJ11 (8) . In contrast to MODY, type 2 diabetes is a polygenic disease and an illness of insulin resistance and relative insulinopenia.
Large candidate gene studies have identified common genetic variants in genes responsible for MODY 1 through MODY 6 that are associated with type 2 diabetes and glycemic traits (9-11). Bonnycastle et al. (9) , in a cross-sectional study, showed that genetic variation in GCK, NEUROD1, HNF4A, HNF1A, and HNF1B was nominally associated (P , 0.05) with diabetes risk after considering multiple testing. Winckler et al. (10) did not replicate these findings in their cross-sectional analyses but did show a consistent relationship between an HNF1B variant and diabetes risk in two independent cohorts. A prospective observational study revealed an association between HNF1A and HNF4A common genetic variation and diabetes incidence (11) . A cross-sectional study showed no association between groups of 121 rare missense variants identified by sequencing seven MODY genes and early-onset diabetes in a population without particular risks for diabetes (12) . A prior study found no association between HNF4A and oral disposition index (DI o ) (11) , and other studies have primarily examined how GCK variants influence insulin secretion (13) (14) (15) (16) .
Genome-wide association studies (GWASs) have further confirmed a relationship between MODY genes and diabetes risk (17) (18) (19) (20) . Genetic variants in HNF4A (19, 20) , HNF1A (17, 18, 21) , and HNF1B (17, 22) have been associated with diabetes risk in populations of European, Hispanic, South Asian, or East Asian descent at genomewide statistical significance (P , 5 3 10 -8 ). GWASs have also detected associations of common variants in GCK with fasting glucose (23) (24) (25) and hemoglobin A1 c (24, 26) . These data show that MODY genes may influence the development of type 2 diabetes and modulate glycemic traits. In our comprehensive analysis of candidate genes in the Diabetes Prevention Program (DPP) (27) , a clinical trial that evaluated preventive strategies for type 2 diabetes, we found that rs11868513 (HNF1B) was associated with diabetes incidence only in the placebo group, with both metformin and lifestyle interventions showing significant evidence as effect modifiers; and rs11086926 (HNF4A) was associated with diabetes incidence only in the metformin group, with metformin but not the lifestyle intervention showing significant evidence as an effect modifier (27) . Here we build upon these findings by exploring the physiological underpinnings of this association further and investigating how common and rare missense genetic variation in MODY genes may influence insulin secretion in response to insulin-sensitizing interventions.
Methods
The DPP enrolled 3548 US participants from multiple ethnicities with high-risk criteria for diabetes development: overweight, elevated fasting glucose, and impaired glucose tolerance. Of these participants with complete clinical data and consent for genetic testing, 2806 were randomized to placebo (n = 944), metformin 850 mg twice daily (n = 927), or lifestyle intervention (n = 935) with a goal weight loss of $7% and $150 minutes of physical activity per week; a fourth troglitazone treatment arm was terminated early due to concerns for drug-related hepatotoxicity (28) . Participants in this arm (n = 585) were included in genotyping and baseline association analyses, but not included in longitudinal association testing due to early termination (28) . Ethical approval was obtained by local human research committees, and all participants signed informed consent forms.
We used Sanger sequencing on an ABI 3730 DNA Analyzer to sequence the exons and splice sites of the six MODY-causing genes (HNF4A, GCK, HNF1A, PDX1, HNF1B, and NEUROD1) in 190 DPP participants. Samples were chosen without regard to subsequent diabetes incidence with relatively equal distribution of males and females (44% male, 56% female) and ethnicity. Sequencing coverage across the MODY 1 through MODY 6 genes was completed in a three-step primer redesign process to maximize coverage of all MODY genes. Forty-three amplicons were designed to sequence exons 1 through 10 and the promoter region in HNF4A, exons 1 through 10 in GCK and HNF1A, exons 1 and 2 in PDX1, 9 exons in HNF1B, and exon 2 in NEUROD1 (exon 1 is untranslated). An overlap of amplicons provided additional genotypes that had polymorphism concordance of 99.5% across all amplicons. The average targeted coverage was 95%.
Twenty-two missense single-nucleotide polymorphisms (SNPs) were identified by Sanger sequencing (three with minor allele frequency [MAF] .5% and 19 with MAF ,5%) and subsequently genotyped in all DPP participants. DNA was whole-genome amplified with the REPLI-G (Qiagen) kit and purified using Nucleofast (Machery-Nagel). Genotyping was performed by allele-specific primer extension of multiplex amplified products, with detection by matrix-assisted laser desorption ionization-time-of-flight mass spectroscopy on an iPLEX-GOLD Sequenom platform. The genotyping success rate was 99%, and concordance rate between sequence data and Sequenom genotyping was 99.5%. We used publicly available assessment tools, PolyPhen-2 (http://genetics.bwh.harvard.edu/ pph2) and SIFT (http://sift.jcvi.org), to predict whether amino acid changes could be detrimental to protein function (29) (30) (31) .
We used Tagger (32) to select tagging SNPs that would capture (r 2 $ 0.8) all variations with MAF .1% in European (CEU) and/or African (YRI) HapMap populations in MODY genes. The 221 tag SNPs were genotyped on a custom-designed oligonucleotide pool array with other diabetes-related candidate SNPs. Further details regarding genotyping are described in Jablonski et al. (27) .
Glucose (in milligrams per deciliter) and insulin (in units per milliliter) were measured fasting and 30 minutes after a 75-g glucose load at baseline and year 1 (33) . We focused on the following two quantitative traits as measurements for insulin secretion: change in the insulinogenic index (InsIndex) and DI o over the first year after randomization. Insulin secretion indices were calculated as follows: InsIndex (U/mL)/(mg/dL) = (30-minute insulin -fasting insulin)/(30-minute glucose -fasting glucose) (34) and DI o (mg/dL) -1 = InsIndex 3 1/fasting insulin (35) . The DI o is a measure of insulin secretion adjusted for insulin sensitivity. The logged value of InsIndex and DI o was used in the analysis and results were back-transformed. The year 1 change (Δ) in InsIndex and log DI o was calculated by subtracting the baseline InsIndex or DI o from the year 1 value. These insulinogenic quantitative measures are negatively associated with diabetes hazard rate in the DPP (35) .
Diabetes incidence was determined by a diagnostic fasting or 2-hour glucose after a 75-g oral glucose tolerance test that was confirmed by a second test (fasting plasma glucose $126 mg/dL or 2-hour post-oral glucose tolerance test glucose level $200 mg/dL) (36) .
We examined the 224 SNPs with MAF $1% in at least one ethnic group for association with insulin secretion indices and diabetes incidence. We assumed an additive genetic model. All models were adjusted for self-reported ethnicity, age at randomization, sex, and treatment group, with additional adjustment for the respective baseline trait for the association tests examining D log InsIndex and D log DI o . To examine how the SNP's effect is influenced by treatment group, the analysis was stratified by treatment group if the treatment group 3 SNP interaction was significant (P , 0.05). We used an analysis of covariance and proportional hazards model to examine the association between the individual SNPs and insulinogenic traits and diabetes incidence, respectively. For the SNPs that were significantly associated with an insulinogenic trait, we performed an additional analysis using the SNP as a class variable (in two degrees-of-freedom tests), obtaining marginal means of the calculated insulin secretion indices and comparing differences between genotypic groups. Holm procedure was used to adjust P values when testing for differences between treatment groups when the interaction P value was significant for the year 1 change traits.
We examined the association of 224 common SNPs in a prior study (27) with diabetes incidence and reported that rs11868513 (HNF1B) and rs11086926 (HNF4A) were associated with diabetes incidence. To comprehensively examine the association of MODY variants and diabetes and related traits, in this report, we delved deeper into understanding these associations with diabetes incidence, as this was not investigated more closely in the prior study. In this study, we examined diabetes incidence by genotype per treatment group. We compared diabetes incidence for each genotype between the treatment groups using a x 2 test and corrected for multiple testing using stepdown Bonferroni correction.
Three methods were used to examine 19 rare missense SNPs in aggregate with each outcome. First, a genotype risk score (GRS) was calculated by assigning one point per minor allele. In a second examination, we used the combined multivariate and collapsing (CMC) method (37) , which coded each participant having at least one allele with an MAF ,1% as "present" or no minor alleles "absent." A third technique used the sequence kernel association test (SKAT), which uses a multiple regression model and allows the variants to have different directions and magnitude of effects (38) . SKAT was used only for testing associations with the insulinogenic traits because we were unable to incorporate the time variable into the analysis to assess diabetes incidence.
Additionally, we tested a "damaging" missense variants risk score for association with diabetes incidence composed of p.Val33Ala (C, GCK), p.Pro197His (rs8192556, A, NEUROD1), p.Leu176Ser (C, NEUROD1), p.His314Leu (T, NEUROD1), and p.Ser547Phe (T, HNF1B), which were determined to be probably damaging via bioinformatic analysis.
We chose to highlight SNPs that fulfilled a stringent studywide significance level of P = 3 3 10 -4 as determined by employing a Bonferroni correction for the estimated number of independent tests after taking linkage disequilibrium into account for 224 SNPs (39, 40) based on the HapMap sample's linkage disequilibrium structure in populations of European, African, and Asian ancestry (CEU, YRI, and CHP/JPT, respectively).
We compiled a list of variants in MODY-related variants from the literature that had been associated with diabetes in prior studies and examined them for association in the DPP with diabetes incidence. Additionally, we reviewed the published literature (88 publications) through December 2014 for prior reports of associations with diabetes and related traits for the missense variants identified in this study.
Results
Twenty-two missense variants were examined in this study, of which eight are unique. Three of the missense SNPs were common (overall MAF .5%), whereas 19 had MAF ,5%. p.Val33Ala (GCK), p.Pro197His (rs8192556, NEUROD1), p.Leu176Ser (NEUROD1), p.His314Leu (NEUROD1), and p.Ser547Phe (HNF1B) were determined to be damaging to protein function consistently across two bioinformatics tools, PolyPhen-2 and SIFT (Table 1) . The allele frequencies and number of individuals carrying each genotype by ethnicity for the 22 missense SNPs are provided in Table 1 and Supplemental  Table 1 . A literature review of the missense SNPs for association with diabetes and related traits is in Supplemental Table 2 .
Individual variants and aggregate scores tested for association with baseline insulin secretion traits are shown in Table 2 and Supplemental Table 3 .
Two SNPs were found to have a significant SNP 3 treatment interaction and, after stratifying by treatment group, reached the study-wide level of significance for association with D log DI o in either the lifestyle or metformin groups. SNP rs3212185 (HNF4A), which was predominant in African-American participants (MAF 0.08), had an SNP 3 lifestyle vs placebo P interaction = 0.0002. The C allele (minor) of rs3212185 was associated with an increase in log DI o in response to the lifestyle intervention over 1 year that was absent in the placebo group and attenuated in the metformin group. A consistent relationship was noted for association with D log InsIndex, though at a weaker level of statistical significance (Table 3 ). Heterozygotes at rs3212185 had an increase in mean DI o from baseline (0.0481, 95% confidence interval [CI]: 0.031 to 0.065) to 1 year (0.117, 95% CI: 0.094 to 0.141) in the lifestyle group, compared with heterozygotes in the placebo group and TT homozygotes in the placebo and lifestyle groups, where DI o remained unchanged [ Fig. 1(a) ].
SNP rs6719578 (NEUROD1) had an SNP 3 metformin vs placebo P interaction = 0.002. The C allele (minor) of rs6719578 was associated with a positive D log DI o among the metformin-treated participants during the first year that was not seen in the placebo or lifestyle groups. The C allele was similarly associated with D log InsIndex among the metformin group at a lower level of statistical significance (P = 0.02). Heterozygotes had an increase in mean DI o from baseline (0.057, 95% CI: 0.041 to 0.072) to 1 year (0.086, 95% CI: 0.07 to 0.10) in the metformin group, whereas DI o in heterozygotes in the placebo group and in GG homozygotes in the placebo and metformin groups remained largely flat, if not trending downward [ Fig. 1(b) ].
All the individual variants and aggregate scores tested for association with D log InsIndex and D log DI o are shown in Supplemental Tables 4 and 5 .
None of the common missense variants nor the GRS and CMC scores of the 19 rare missense variants were associated with change in the insulinogenic traits over the first year. The SKAT analysis revealed a nominally significant association between the aggregate of the 19 uncommon missense variants and change in InsIndex (P = 0.03) but no change in DI o (P = 0.6) (Supplemental Table 6 ). The underlined alleles designate the minor allele. The adjusted means are back-transformed for InsIndex. Supplemental Table 3 shows the association of all the SNPs examined and baseline insulinogenic traits.
Abbreviations: FI, fasting insulin; HR, hazard ratio; b (SE), b estimate (standard error) of the association of each minor allele with the respective trait. The underlined allele is the minor allele.
Abbreviation: b (SE), b estimate (standard error) of the association of each minor allele with the respective trait.
We have shown previously that SNPs rs11086926 (HNF4A) and rs11868513 (HNF1B) were associated with diabetes incidence in one of the treatment groups (27) , with significant genotype 3 treatment interactions. To investigate this further, we examined diabetes incidence by genotype within each treatment group (Fig. 2) . GG homozygotes at rs11086926 in the lifestyle group were less likely to develop diabetes compared with persons with the same genotype in the placebo (P = 0.02) and metformin (P = 0.02) groups, with no difference between the metformin and placebo groups [ Fig. 2(a) ]. AA homozygotes at rs11868513 had the highest diabetes incidence in the placebo group but a dramatic response to metformin (P = 0.008) and lifestyle (P = 0.002) therapy. AG heterozygotes had lower diabetes incidence rates than AA homozygotes, but their rates were also lowered both by lifestyle (P , 0.001) and metformin (P = 0.002). Diabetes incidence rates were lowered in GG homozygotes by the lifestyle intervention (P , 0.001) but not significantly by metformin (P = 0.2) compared with placebo [ Fig. 2(b) ].
Neither the missense variant GRS nor CMC burden scores were associated with diabetes incidence. Association results for diabetes incidence in the DPP for variants in MODY genes previously associated with type 2 diabetes are shown in Table 4 .
Discussion
We have examined genetic variation among six canonical MODY genes for association with insulinogenic traits and diabetes incidence in response to diabetes preventive interventions. Our key findings show that genetic variation within HNF4A, HNF1B, and NEUROD1 is associated with a differential response to lifestyle and/or metformin interventions in insulinogenic traits and diabetes development. Our study supports prior findings demonstrating that variation in genes where pathogenic mutations are known to cause MODY contribute to the risk of diabetes and variation in insulinogenic traits (9-11, 17-20, 22) . We furthermore demonstrated how the influence of variation in MODY genes is modified by insulin-sensitizing interventions.
Among common variants in MODY genes previously associated with type 2 diabetes from candidate gene studies and GWASs (listed in Table 4 ), we replicated rs757210 in HNF1B for association with diabetes incidence (10) . We reported an association between rs11868513 in HNF1B and diabetes incidence among the placebo group participants, but rs11868513 and rs757210 are not in linkage disequilibrium (r 2 , 0.009) and appear to be exerting independent effects on diabetes incidence. In a comprehensive literature review of the missense variants identified among the DPP participants (summarized in Supplemental (43) in Asians. The DPP may be underpowered to detect this association in participants with Asian ancestry. We confirmed findings for association of Ser487Asn (rs2464196) with baseline DI o (P = 0.02) (11, 44) , although this finding was not seen in other reports where a variety of tools were used to measure b-cell function (45) (46) (47) . Last, we confirmed prior findings of the association of Ile27Leu (rs1169288) with b-cell function (InsIndex, P = 0.006) (11, 44, 48) . In contrast to prior case-control, cross-sectional, or observational prospective studies, the DPP randomized design allowed us to characterize how these genetic variants might influence response to diabetes preventive interventions. Because DPP participants were phenotyped at regular intervals for glycemiarelated traits during the study intervention, we were able to assess b-cell function during the first year in response to treatment. This is of particular relevance to MODY genes, as the primary defect in the monogenic disease is impaired insulin secretion (1). Two SNPs (rs3212185 [HNF4A] and rs671978 [NEUROD1]) showed significant interactions with the lifestyle or metformin interventions, respectively, and reached study-wide statistical significance for association with change in insulin secretion after stratification in one of the treatment groups. At both SNPs, heterozygote minor allele carriers showed an improvement in insulin secretion as measured by DI o during the first year compared with the major allele homozygotes, an effect that was not seen in the placebo arm.
SNP rs3212185 (HNF4A) and rs671978 (NEUROD1) are in genes that are crucial to b-cell function. HNF4A and NEUROD1 are transcription factors that are involved in endocrine pancreatic development and regulate insulin gene transcription (1) . Insulin sensitivity is known to modulate insulin secretion. In the DPP, the lifestyle intervention improved insulin sensitivity and enhanced b-cell function (35) . The metformin intervention had a similar attenuated result. We have shown that genetic variation in HNF4A and NEUROD1 modifies the response to interventions designed to improve insulin resistance [metformin and lifestyle (diet, exercise, and weight loss)]. The major homozygotes at rs3212185 and rs671978 appear resistant to improvement in b-cell function by lifestyle and metformin therapy, respectively, whereas minor allele carriers have enhanced b-cell function (1). These findings underscore that interventions that improve insulin resistance may contribute to improvement in b-cell function among certain genotype carriers in genes known to impair insulin secretion. It is notable that rs3212185 is associated with glycemic traits among predominantly African ancestry carriers, where HNF4A variation has not been studied in detail despite the higher type 2 diabetes risk in this population (49) . (a) The GG homozygotes of rs11086926 had a differential response to lifestyle and metformin (rs11086926 3 metformin vs placebo, P interaction = 0.002). The GG carriers in the lifestyle group had a significantly lower diabetes incidence than did carriers of the same genotype in the placebo (P = 0.007) and metformin (P = 0.006) groups. These GG homozygotes had no response to metformin therapy compared with placebo (P = 0.8).
(b) There was a significant treatment 3 genotype interaction for rs1186513. rs11868513 3 metformin vs placeb, P interaction = 0.0007, and rs11868513 3 lifestyle vs placebo P interaction = 0.03. The AA genotype of rs11868513, despite having a higher diabetes risk in the placebo group, had a dramatic response to metformin (P = 0.008) and lifestyle (P = 0.001) therapy. The AG genotype also demonstrated a decrease to both lifestyle (P , 0.001) and metformin (P = 0.002) therapy compared with placebo. The GG genotype carriers showed a decrease in diabetes incidence to lifestyle intervention (P , 0.001) and no response to metformin (P = 0.2) compared with placebo.
SNP rs11086926 showed a significant interaction with metformin on diabetes incidence (27) . Specifically, minor allele homozygotes at rs11086926 appear to be resistant to metformin therapy but were responsive to lifestyle intervention. Perhaps the minor allele carriers are resistant to metformin's action in decreasing insulin resistance at the liver, where HNF4A is also highly expressed (49) . This variant has been shown to be nominally associated with type 2 diabetes in GWASs of Hispanic ancestry (50) .
SNP rs11868513 showed a significant interaction with metformin and lifestyle interventions (27) . The metformin and lifestyle interventions ablated the increased diabetes risk seen among the A allele carriers in the placebo group. Furthermore, AA carriers had a substantial decrease in diabetes incidence with metformin therapy and lifestyle intervention. These results illustrate that metformin and lifestyle interventions reduce the risk of diabetes of AA carriers to the levels of GG and AG carriers.
We used three methods to investigate the contribution of an aggregate of 19 rare missense variants on diabetes incidence and insulinogenic traits. Similar to the study by Flannick et al. (12) in an unselected population, MODY missense variants did not appear to influence diabetes incidence in our high-risk population. Using SKAT, a method that does not assume that rare variants influence the phenotype in the same direction, we found a nominally significant association between the aggregate of 19 missense variant's baseline InsIndex and DI o and the D InsIndex over the first year. Because SKAT provides a P value but no effect estimate, we would need to test each variant individually to determine which SNP(s) may be driving the association and the direction of effect. We are not powered to test these rare variants individually in the DPP but, using publically available databases for type 2 diabetes, we noted that p.Val33Ala (GCK), p.Thr139Ile (HNF4A), p.Ala98Val (HNF1A), and p.Ile27Leu (HNF1A) have been associated with type 2 diabetes at nominal to locus-wide levels of significance (50) , which supports the suggested association with the aggregate of missense variants and insulinogenic traits. Nonetheless, large cohorts genotyped for the missense variants examined here will have the power to further explore the individual contribution of rare missense variants in the MODY genes on diabetes incidence and insulinogenic traits.
Some limitations of our study should be emphasized. First, as our sequencing efforts started prior to the The article origin for each SNP is in parentheses to the right of the SNP.
Abbreviations: HR, hazard ratio; OR, odds ratio. a SNPs found to be associated with type 2 diabetes in GWASs.
b Proxy alleles are consistent with the major or minor effect allele in the original study.
c The effect represents a hazard ratio. introduction of next-generation sequencing techniques, we only sequenced six MODY genes in 190 participants and so did not comprehensively catalog all rare variation in our sample of 3442 individuals. Second, because sample sizes in clinical trials are finite, power to detect associations with rare variants is limited. Third, we have not examined newly discovered MODY genes. Fourth, we have not been able to replicate our results, as suitable venues to do so are not available for this unique clinical trial; thus, though we have tried to be circumspect in the selection of statistical thresholds, the findings reported here should be considered hypothesis generating. Some of these limitations will be overcome with the deployment of an exome array in the DPP, which will allow for a more thorough evaluation of low-frequency variants across all MODY genes. In summary, select MODY gene variants annotated to HNF4A, HNF1B, and NEUROD1 are associated with response to insulin-sensitizing interventions on either diabetes incidence and/or insulinogenic traits. These results provide evidence that genetic variation among MODY genes influences response to insulinsensitizing interventions. These data underscore the need for further genotype-directed studies to determine whether carriers of the aforementioned gene variants respond differently to insulin-sensitizing and, moreover, insulin secretagogue therapy.
